GST-2C constructs were produced in pGEX2T (GE Healthcare) which adds a thrombin cleavable N-terminal GST. FMDV 2C cDNA for insertion into pGEX-2T was amplified using the primers 2C-GSTFd and 2C GSTRev (Table S1 ). PCR products for insertion into pGEX-2T had a 5′ BamHI site and an engineered stop codon and EcoRI site at the 3′ end. PCR products and pGEX2T were digested with BamHI and EcoRI (New England BioLabs) and ligated with T4 ligase (Roche). Cells for expression of GST-2C were grown to an OD 600 of 1 at 37°C and transferred to ice for 5 mins before addition of IPTG (0.1 mM). GST-2C was expressed for 4 hours at 20°C and cells were pelleted a stored at -80°C. GST tagged protein was affinity purified on a GSTrap column (GE Healthcare) using an Äkta FPLC system.
GST-2C were grown to an OD 600 of 1 at 37°C and transferred to ice for 5 mins before addition of IPTG (0.1 mM). GST-2C was expressed for 4 hours at 20°C and cells were pelleted a stored at -80°C. GST tagged protein was affinity purified on a GSTrap column (GE Healthcare) using an Äkta FPLC system.
GST-2C was further purified by gel filtration on a Superdex S200 10/30 column using an Äkta FPLC system (GE Healthcare) in 50 mM HEPES pH (7.1), 400 mM NaCl, and 1 mM BME. Protein was concentrated to 1 mg/mL and stored at -80°C. GST-FMDV 2C was produced in BL21 (DE3) pLysS E. coli. a Samples of E. coli proteins pre-and postinduction of GST-FMDV 2C were analysed by 12 % SDS-PAGE. b Following lysis, the soluble protein was loaded onto a 1 mL GStrap column (GE Healthcare). After extensive washing in buffer containing 50 mM HEPES, pH 7.1, 400 mM NaCl, 1 mM β-mercaptoethanol, 0.1% Triton X-100 and 20 µg/mL of phenylmethylsulfonyl fluoride, the protein was eluted in wash buffer containing 20 mM glutathione over 10 column volumes. The elution fractions were analysed as shown in the accompanying 12 % SDS-PAGE gel. The lane numbers in the gel correspond to the fraction numbers in the UV absorbance profile.
c The affinity-purified protein was concentrated and loaded onto a Superdex S200 size-exclusion column. 
